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|LIGATE 

Bglll Gcr START 
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Bglll Gcr START 
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gcr 



6/11 



Bglll GCR START 
,, . . GMGATCTTCCCACATGGCTG . 




CHANGE CCCACATGG TO CCACCATGG 
BY OLIGO DIRECTED MUTAGENESIS 

Bglll GCR START 

.GAAGATCTTCCACCATGGCTG... 





DELETE 3' 290 bp UNTRANSLATED SEQUENCE 



Bglll 

GCR START 



PGB9.D21C1 j i GCR STOP Bglll 

'gcr.D21C1 TGAGATCT 



FIG. 6 
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EcoRI(O) 



AMP 
Pstl(4230) 




BamHI(751) 

SV40 POLY-A 
SV40 SPLICE 
BglII(1018) 



PvuII(2696) 'HindIII(2354) 

CUT W/BgJII AND BLUNT ENDS W/T4 POLYMERASE 
RECIRCULARIZE WITH T4 LIGASE (LIGATE) 
CUT W/Hindlll AND BLUNT ENDS 
LIGATE TO Bglll LINKERS 
CUT W/ Bglll AND LIGATE TO RECIRCULARIZE 



EcoRI 



BamHI 



DIGEST pGB9.D21C 
W/Bglll 

ISOLATE FRAGMENT 
CONTAINING 
gcr.D21C 




SV40 POLY-A 



SV40 SPLICE 



PvuII 



Bglll 
CUTW/Bglll 
LIGATE 



FIG. 7 




BamHI 
SV40 SPLICE 



SV40 SPLICE 
dhfr 



PvuII 



gcr.D21C 
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V 

ISOLATE 2.9 Kb FRAGMENT 
CONTAINING bla AND THE 
SV40 ENHANCER 



ISOLATE 2 Kb FRAGMENT 
CONTAINING Ad-MLP AND dhfr 




EcoRI AND BamHI DIGEST 
BLUNT ENDS AND RECIRCULATE 
CHANGE PstI CLONING SITE 
-TO BamHI WITH A BamHI LINKER 



V 
SV40 
ENHANCER 



Ad-MLP 



Pstl(2948) 




Xhol(900) 
SPLICE SITES 
— BglII(1 100) 

BamHI(1250) 



FIG. 8-2 



SV40 
POLY A 



